The efficiency of miR-494 repression in Spg-miR-494 ALDH1-CD44-cells was monitored by quantitative real-time PCR.
Supplementary Materials and Methods

Side population analysis
Cells were resuspended at 1×10 6 /mL in pre-warmed DMEM with 2% FCS. Hoechst 33342 dye was added at a final concentration of 5μg/mL in the presence or absence of verapmil (50μM; Sigma) and was incubated at 37°C for 90 min with intermittent shaking. At the end of the incubation, the cells were washed with ice-cold HBSS with 2% FCS and centrifuged down at 4°C, and resuspended in ice-cold HBSS containing 2% FCS. Propidium iodide at a final concentration of 2 μg/mL was added to the cells to gate viable cells. The cells were filtered through a 40-μm cell strainer to obtain single cell suspension before analysis. The Hoechst 33342 dye was excited at 357 nm and its fluorescence was dual-wavelength analyzed (blue, 402-446 nm; red, 650-670 nm). Analyses were done on FACSAria (BD, San Diego, CA).
Lentiviral-mediated RNAi for silencing Bmi1 and ADAM10
The pLV-RNAi vector, which co-expressing GFP protein in infected host cells, was 
In vitro vasculogenic mimicry assay
The 96-well plates were coated with 50 µl of Matrigel (10 mg/ml) (BD Bioscience Pharmingen) by incubation at 37 °C for 1 h. HNC-TICs were suspended in M200 with 10% FBS and LSGS, and then plated onto a layer of Matrigel at a density of 2.5 × 10 4 cells/well. The plates were then incubated for 12 h at 37 °C, and capillary-like tube formation was observed under microscope.
Microarray analysis and bioinformatics
Total RNA was extracted from cells using Trizol reagent (Life Technologies, Bethesda, MD, USA) and the Qiagen RNAeasy (Qiagen, Valencia, CA, USA) column for purification. Microarray analysis was performed using the Human OneArray miRNA v2 (Phalanx Biotech, Belmont, CA, USA). Fluorescence intensities were measured and scanned separately using Molecular Dynamics Axon 4100A scanner and assessed using GenePixPro software.. Data analysis was performed using GenePix Pro 3.0.5.56
(Axon Instruments, USA) and GeneSpring GX 7. 
